The parotid gland is rich in DNAase I, particularly in ruminants (Sreebnyetal., 1967; Ball & Rutter, 1971 ; Lacks, 1981) . In crude extracts of the parotid of ruminants a high proportion of this enzyme is in inactive form (Smythe & Winder, 1984) . In view of the fact that G-actin forms an inactive complex with DNAase I (Lazarides & Lindberg, 1974) , we wished to know whether the inhibited form of the enzyme in these extracts is an actin-DNAase complex and, if so, whether this complex pre-exists in the tissue.
Abbreviation used : DNAase. deoxyribonuclease
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Crude extracts were prepared from fresh bovine parotid tissue in O.OlM-Tris/HCI buffer, pH8.0, with a Potter homogenizer followed by centrifugation at 12000g for 30min. In a typical preparation, DNAase I activity, measured by a modified Kunitz method (Lindberg, 1964) , was 4.6 units/mg of protein extracted and after acid treatment was 18.5 units/mg of protein originally extracted. Units are pmol of nucleotide released/min, with a molar absorbrylce coefficient for DNA of 6700 and fractional hyperchromicity of 0.66: this gives results for DNAase I which are close to those obtained by measurement of acid soh bili t y .
Activation took place over a very narrow pH range: no activation took place at pH 3.9, while maximum activation occurred in less than 3min at pH 3.8, no further activation secretory granule fraction from bovine parotid The secretory granule fraction from 20g (wet wt.) of parotid was prepared as described by Tartakoff & Jamieson (1974) . Half of the fraction was then suspended in 0.5ml of 0.2sM-sucrose in lOmM-Tris/HCI buffer, pH 8.0 (unlysed material), and half was suspended in 0.5ml of the same buffer without sucrose (lysed material). The two portions were layered on 30ml of a linear 1.2-1.8M-sucrose gradient and were centrifuged in an AH-627 head in a Sorvall OTD SOB ultracentrifuge at 97000g (rav, 11.9cm) for 60min. Fractions were assayed for DNAase I activity ( 0 ) and actin ( 0 ) as descibed in the text. being found after longer incubation or at lower pH values. A mixture of bovine pancreatic DNAase I and rabbit skeletal muscle G-actin showed activation of the DNAase I activity over the same narrow pH range.
Gel filtration of the crude extract in Sephadex (3-100 in the above buffer gave a peak of DNAase I activity in a position corresponding to a M , of about 80000, with a small shoulder at a lower M,. Enzyme-linked immunoadsorbent assay (Voller et al., 1979) with anti-actin antibody (Miles Laboratories Ltd., Stoke Poges, Bucks., U.K.) showed that actin had a similar elution profile, with the peak in the same position. Thus, the peak contained DNAase I and actin, and its position was compatible with its being a 1 : 1 complex of these. When the parotid extract was acidified to pH 3.5 and centrifuged to remove precipitated protein, gel filtration gave a much larger peak of DNAase I activity in a position corresponding to a M , of about 31000 (the peak position found when pure bovine DNAase I was used), and no actin could be detected in the fractions.
The above results showed that the bulk of DNAase I in the crude extract was in complex with actin, but they did not show whether this complex pre-existed in the cell. Information on this latter point was obtained by fractionation of the subcellular organelles in extracts of the parotid prepared in 0.25~-sucrose (Tartakoff & Jamieson, 1974) . The bulk of the DNAase I activity was found in the secretory granule fraction, from which it could be released by lysis of the granules. When intact secretory granules were fractionated further by centrifugation into a 1.2-1 .SM-sucrose gradient, the bulk of the granules were found as a band at about 1 . 6~-sucrose and the peaks of DNAase I and actin were found in the same position (Fig. 1) . When lysed granules were centrifuged in the same way, 90% of the DNAase I activity remained at the top of the gradient, while actin was associated with the band of granule fragments which was higher in the gradient than before (Fig. 1) . These results showed that DNAase I and actin were not present as a complex in the secretory granules, but that DNAase I was free within the granules while the actin was probably attached to the granule membranes.
From the above results it is very unlikely that DNAase I is released into the bovine saliva in complex with actin. The only report which favours a process of this kind is the report that the rat pancreas secretes a DNAase I-actin complex (Rohr & Mannherz, 1978) , but other workers have failed to find any DNAase I in rat pancreatic tissue (Sreebny et al., 1967; Ball & Rutter, 1971 ; Lacks, 1981) or rat pancreatic juice (Smythe & Winder, 1984) . 
